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#2002 — 08428 0' 

mm^] mmm 

CW^^8] ^ n— :^;^/^^^fz|:>^)'«. Mouse-Mouse hybridoma K8223 (FER 

M P-18752) *^jit^f S^>^^n-:^;i/m#:i?S>S»^:S6®li hffF«5Bait5@:3& 

[»*^9] Je^T®:^-5^ (3) : 

(2) •^1^7>?.Jffiii}^)^e,ii5Bbfet: hUnM^W-mir^:^'rv':f iB^Xf 

(3) #^bfeti bffPmS:, «l5C(©:^fe^^±JITItW*=e^^^0DJJfliilc^«ib, ^ 
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2002 — 08428 0' 



^7 X S 8 0 1: h J9T«HJ&:^iii5a:&^o 
1 0 hJ3TMaS;^*iif5i^?*o 

[It^^l 4] ::^7^^y:/(l)feJ:tJ^/*fe«(3)^cfev^T^^^^fifltWv 
6] ^U—f-JVl^i^iiK Mouse-Mouse hybridoma K8223 (F 

ERM p-18752) i)m&t^'B J ^ n-'^j]/m^'V:^^m^mi 5<Dtl hJifM:^ 

8] ^'□-:^;i/in:'f*:*'5> Mouse-Mouse hybridoma K8216 (F 
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#2 002 — 08428 0 
ERM P-18751) ttm^-r^"^ / ^U—f-JVl^ii^V $>^m^^l 7 Oil 

[ft^^2 1] 11^351 9 *fe}*2 0Odr;t^vi7;^®JiTii*>&t: hBM 
m^mz 2] je^T®(a)SJ:tJt(b) : 

[If ^^2 3] ^ J ^ U—^JVf^i^f}^. Mouse-Mouse hybridoma K8216 (F 

ERM P-18751) i)m^-t^^J^u-i-jvmi^x:&^m^^2 2®^#:&^o 

m^m2 5] »^]S2 4CDfcihJfF0Jia^^mBI§=3r^y ho 

[W^^2 6] 0^:^2 4 ODE hflT$BJi&S:3^iKbfc/N-f :;''U y KMAXffF 

^•t -5 =E >^ ^ n — t-;i/m#:o 

[»^:^2 8] Mouse-Mouse hybridoma K8223 (PERM P-18752) il^M^'t 
[W^^2 9] Mouse-Mouse hybridoma K8223 (PERM P-18752) , 
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4t200 2 — 08428 0' 

iW^^S 2] Mouse-Mouse hybridoma K8216 (PERM P-18751) aiM^^t 

[^^^3 3] Mouse-Mouse hybridoma K8216 (PERM P-18751) „ 
[0 0 0 1] 

[0 0 0 2] 
[0 0 0 3] 

[0 0 04] 

^®^;r.6, v^y^, ^^:5/h, -^-iJ-^, >f3?. •9-;i/^*^^t>tiTv%So ^iz^m 
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#2 00 2 — 08428 0' 
CO 0 0 5] 

m^mmmmii^ \^h^Mm2it:s> m-m^mcx^ t 6> it :& o ^ y . 

[0 0 0 6] 
[0 0 0 7] 

[0 0 0 8] 
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^2 002—084280 



||3211941#^#) „ 
[0 0 0 9] 

[0 0 10] 

in vitro-e®JfF^iig®ii5itlc Vf^PA±<D tiSV (D^mM. tf) ®# 

m^lbT, mmmi^lH (in vivo) hffPMSg^it5@S-a:S:&^S;b^fi^$tlT 

[0 0 11] 

KtfU^i—^:f^^^j~jfyr^^^-"$(- (uPA) ^^^^jb^^^LT^S 

it«>> J3Tlii#Me!;{CuPAge*^-a-^$*l-S (Heckel JL, Sandgren EP, Degen JL, 
Palmiter RD, and Brinser KL. Neonatal bleeding in transgenic mice expre 
ssing nrokinase-type plasminogen activator. Cell 62: 447-456, 1990) a 

fe-S3i::ft^^e>tlTV^S (Rhim JA, Sandgren EP, Degen JL, Palmiter RD, and 
Brinster RL. Replacement of diseased mouse liver by hepatic cell transp 
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^2 002 — 08428 0 
lantation. Science 263:1149-1152, 1994) „ ^ & {CRhifflP> uPAh^>Xi^' 

E'7^:X^mn'^t>^. ttPA-Tg/NUDE"=r'^:^$r#|gL/feo nPA-Tg/NUDE >^ ^ 
^yh<DBmm^mmt?>:r.i^HZ^V. ^^y hSfMJiSSr^ov'^y^&^^bfc (Rh 
im JA, Sandgren EP, Palmiter RD and Brinster RL. Complete reconstitution 
of mouse liver nith xenogeneic hepatocytes. Proc. Natl. Acad. Sci. USA 
92 : 4942-4946, 1995) . U*^b> ^.CD-T^^X S:MV^fc fc: ^JSTIHiiaS:#o ^ 

[0 0 12] 

Dandr i P, uPA-TgT r^fci^^^® 14 ^ W^D J y^T^h-^^ J?>Rag2 V 
^7.^m^^t:>-ii. uPA-Tg/Rag2*?'5r::^S:f^|gbfco uPA-Tg (+/-) /Rag2*9'^7:^ 

©jffii^ii ^®JfFlli*^6,sl^bfctl hs^mm^mmh. -r-^^j^gi^isroA^g^ 

TV^<& (Dandr i H, Burda MR, Torok B, Pollok JH, Iwanska A, Sonmer G, Rog 
iers X, Rogler GE, Gupta S, Will H, Greten H, and Petersen J. Repopulati 
on of mouse liver with human hepatocytes and in vivo infection with hepa 
titis B virus. Hepatology 33:981-988, 2001) , 
[0 0 13] 

z.<Dmm(D^mm^its 9cKmmmmht=.mm (4fi§2002-45087-^^# 

) tcfeVNT, :fti^:^^>rii?;^T?feSSClDv^7Xi:iiPA-Tg^S:S>Jt-^4D-ti:feuPA-Tg 

mu^ay^mz J: o x^t;::^Bmmii3mm^± i: 5& o T v> s i*, ^(ommm 

^i5i^«$tlfcli.^JffSiJiS^CJ:oT^fetlTV^S„ ^CDfcit), ^ffibfet: hJIF^JiS 

<Dm^mmmfi?it.}^xitmi^xmmx':^^o b3&^b^}«)^e>, ^©$^1^^^©^?^ 
^vii7X0#-^jctt, t ^JlF$BJ|}g(Z)#^t;^)^e>50HJg^_h^i^#-r'5^il*^^^■r, 
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^2 00 2-084280 
CO 0 1 4] 

iSaaOMercerPjCD^'^ (Mercer DF, Schiller DE, Elliott 
JF, Douglas DP, Hao C, Ricnfret A, Addison M, Fischer KP, Churchill TA, 
Lakey JRT, Tyrrell DLJ and Eeteman Hepatits C virus replication in 
mice with chimeric human livers. Hepopulation of mouse liver with human 
hepatocytes and in vivo infection with hepatitis B virus. Nature Medicin 
e 7:927-933, 2001) C «fc o T%^#^^t ^tlT V^5, Mercee,^, CKOffiS®^^ 
#6>i:im^CbTuPA-Tg/SCIDS:#igb, ^^##bfeli hflf^JiSSrM bT^ 

[0 0 15] 

o 

[0 0 16] 
[0 0 17] 

-t'^izmm-^'^^t=.!^<^^B,-^nrc:^m^m^-t^z:ii^umt.hx\^^o 

[0 0 18] 

mmt?>:^m^mmt:s>:it^mmt:Lx\^^o 

[0 0 19] 
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i|t200 2-084280W 
S 3 i: ic J: »J -*^CD^I&OD b Jff^flSS:#l^lc#o 9v ^7;^ S::^*ic#s zi 

[0 0 2 0] 
[0 0 2 1] 

[0 0 2 2] 

[^0 ^^^-r -5 *?) ® #® ] 

[0 0 2 3] 

v^M#^:LTv^-5„ r ®^^v^7:^:^)^/\^ g?-^#:^^^^Bf l^^v't^i^^T- 

[0 0 2 4] 

^3^i:bTV>Sa 

[0 0 2 5] 
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_ w #2002 — 084280W 

e-Mouse hybridoma K8223 (PERM P-18752) tt^M&'t^'^ J ^ U-^Jl^ii^'^^ 
[0 0 2 6] 

[0 0 2 7] 
[0 0 2 8] 

J:tJt/*feld:(3)lc^v^T, bJffF3!ffll}aS:^*ibfc^^>P^JfFliJW^'?:^K:*^ 
[0 0 2 9] 

^i(3)^cfev^T:^^^^ffPIt#v'^7x®J^Tlii^c#^i■rsll hjffiDjgsA^ Jfjittn 
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^2 00 2-08428 0 

&<5z:i:> -eUT^y^ n-:^;i/tn;#:3b^Mouse-Mouse hybridoma K8223 (FERM P- 
18752) jSi^jg^-rs^y^ i'n-:^;i/mf*:*efeSClil&^tl-?tl^f ^ h\,^mmtL 

[0 0 3 0] 

^^-iMouse-Mouse hybridoma K8216 (FERM P-18751) i)^^^ ^ ^ J 'i^ U )Vm 
[0 0 3 1] 

[0 0 3 2] 

[0 0 3 3] 

[0 0 3 4] 

||4^0^CiD^^^CfeV^T^±, OT®(a)J3j:t)^*(b) : 
(a) 'Tr:;7.Mmii'^i^mLr:LBmmm^::i^¥i--iimimt^ ; fe<fct)« 



1 1 
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#2 002 — 084280 



• 



Mouse-Mouse hybridoma K8216 (PERM P-18751) A^jg^^S^ 7 n 
^ S d i: ^ S) {c^f * U v^SS# L/ T 5 . 
[ 0 0. 3 5 ] 

[0 0 3 6] 

[0 0 3 7] 

[0 0 3 8] 

[0 0 3 9] 

Z.®||8^^(D— Mtt> Mouse-Mouse hybridoma K8223 (PERM P-18752) if^M 
[0 0 4 0] 

[0 0 4 1] 

[0 0 4 2] 

3®||9|§^<>D— Mtt> Mouse-Mouse hybridoma K8216 (PERM P-18751) tf^M 
[0 0 4 3] 



1 2 
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[0 0 4 4] 

t&Sa<5DMercere) (Nature Medicine 7:927-933, 2001) It-^^^^BWW^ 

So L;&^b3&;5)^e>> Mercer P, ®^^Sg b H MTM^^fi-7^7XJi, i^«bfell h 
JffP^iaOlIf VNg^^i^^M^T' S T V^ ^ 
[0 0 4 5] 

«|l|Jig5i^;ft|V?XS:50HJe;^JLti^#S-fe5^il^Brigi:bTV>So ^bT, ZIOJ: 
±t: hffF SWJlglcems r 21 % bTIB % ® S = 

[0 0 4 6] 

Wii^t^MMULXit. nafamostat mesilate ; M^MM) v gabexate 

nesilate (FOY^ ; /Jn|?|SII) , comostat mesilate iy^-i/^y^'^/h^MM) 
, cobra venom factor (H^r^^^) ^S:MV%-& 3 i:*'5-e^<5o 

[0 0 4 7] 
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CO 0 4 8] 

mK-^m^^-v s X V. -e tLxm^t\> r^^-M^^^ 

Xit. ttflBRhimP) (Science, 263, 1149 (1994)) AH-^^iK bfeuPA-Tg^'^X 
^'t^:ittiiXn&o ^SV^ttJff^W&^C$ii:S5ft^^ (M;l«. tissue-typ 
e plasminogen activatorat-^^^) $:MV\ ^^OD h ^ >X e^ainvy (Pro 
c. Natl. Acad. Scl. USA 77;7380-7384, 1980) {Cj:y h ^ i;>^a:~vy 

Science 244:1288-1292, 1989) K^^X J -if !7r^ h^^:r.mc^^Xrh. M 
:^i:LT«, SGID-^i^X, NUDEVC7>?.> RAG2 h ^ x — -; 5rvi7>^#<D4ifM 

[0 0 4 9] 

i/4:(Dm^xL-fy^m^:r.iit)^x^tji\i^o 

[0 0 5 0] 

•J 

1 4 ffliE# 2003-3031281 




4f 2 0 0 2-0 8 4 2 8 0 

^ m-^i^ n sciDv ^ 7. ^m\^'^t>^f^%^\no^n-^'^%^ ^tuM^^^tc 

J; y lESJfFMSSTb'S 3 n ~~ S:?^^ b ejJfJ® b 7 ia® tc V X 

lEmt b v^xjffMA^iim bT :3 n ~- ^j^^-r^ zi ^^R&i" 
S« ^mWmmmm^hhX\%. fcii;t«pyrrolizidine alkaloid®-®T?& 
Sretrorsine^ lasiocarpine^ seneciphylline, monocrotaline, trichodesmine 

[0 0 5 1] 

Sa^ci:oTJ^^IIb:fe:%<Z)S:Mv^Sz:i::^)^•^?^S, ^i®^ 1 ^W0^^^^cfev^T 
li. #}Cin vivoT'?S^^itMt§&^1-'5.it5ittJffiPMS:^Mt-S3^S:«F^b 
v>M^i:bTV>Sa 
[0 0 5 2] 

fesv^^itl h®ITIiilcii5il8CDlSvvjNMffF$IHfiS*^'^^ti'5Clt&BVNfc*b. t*!? 
lC#f!pffi]^bTVN5 (#||51i8-112092#^^ ; 0 ->ffiii5S|gS:^'rsJffllM 
$IHjBgil-e®3t#SS, MtJftcmf^^^:^^, il^gSW-179148#^# ; H h/hMJff 

%^^bTV^S (Chise Tateno, and Katsutoshi Yoshizato: Growth and diffe 
rentiation in culture of clonogenic hepatocytes that express both phenot 
ypes of hepatocytes and biliary epithelial cells. American Journal of Pa 
thology 149:1593-1605, 1996. Hiroshi Hino, Chise Tateno, Hajime Sato, Ch 
ihiro Yamasaki, Shigeru Eatayama, Toshihiko Kohashi, Akio Aratani, Toshi 
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masa Asahara, Kiyohiko Dohi, and Katsutoshi Yoshizato: A long-term cultu 
re of human hepatocytes nhich show a high growth potential and express t 
heir differentiated phenotypes. Biochemical and Biophysical Research Co 
mmunications 256: 184-191, 1999. Chise Tateno, Kaori Takai-Kajihara, Chi 
hiro Yamasaki, Hajime Sato, and Katsutoshi Yoshizato: Heterogeneity of 
growth potential of adult rat hepatocytes in vitro. Hepatology 31: 65-74 
, 2000. Shigeru Eatayama, Chise Tateno, Toshimasa Asahara, and Katsutosh 
i Yoshizato: Size-dependent in vivo growth potential of adult rat hepato 
cytes. American Journal of Pathology 158: 97-105, 2001.) „ 3<Z)fc: h/^M 



[0 0 5 3] 

^i^MMir^^E J^tl-^i'/Vmii^iZ^^XUy^-t^Zit^X^^^ in vitroTfif 



[0 0 5 4] 

wist: hsf^mmmmmit. ;iu~-^m^i^rj:q,mmt^}::hBmm^n 

[0 0 5 5] 

J , Mm^ms mjWW}^. 1990^^ ; "Monoclonal Antibody" James 

W. Coding, third edition. Academic Press, 1996) ^C^^ev^, M^it&^T<^^ 



1 6 
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_ ^ p 0 2 — 0 8 4 2 8 0 ^ 

mm ivy/mm^r^itmmmm) ^mmv. :int:^:^u-^ mm 

a) ^iSMoo^SS 

.>^<Z>#-a'{Cli, fei:^li#^^A, AKR, BALB/c, BDP. BA. CE. G3H, 57BU 57BR 
, C57U DBA, FU HTH, HTl, LP, NZB, NZW, RF, RIIK SJU SWR, WB, 129^:?)^ 
, b®#-^K:i±, itt^lt. Low, Lewis, Spraque, Daweley, ACI, BN 

, Fischer^ S:MV^ 5 Z:ai3b^-e^ So 2:®e>"b, ^^(D ^ :^U-'^mmt<Dm'^ 

[0 0 5 6] 

-em, ^i§[IlI<Z)^^»a#r^|5il'-2M^*W*UV^o 
c) iNQjiSiic^ 
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[0 0 5 7] 

^MJ^J^SSiSbT V^'5HGPRT (Hpoxanthine-guanine phosphor ibosyl transferase 
) ^mm^m^^^<Di)m^L\iK ttSit)%. •T^7^ft3[5®X63-Ag8(X63). NSl-Ag 
4/l(NS-l), P3X63-Ag8.Ul(P3Ul), X63-Ag8.653(X63.653), SP2/0-Agl4(SP2/0), 
MPC11-45.6TG1.7(45.8TG), FO, S149/5XX0,BU.l^, ^ y h ©3^0210. RSYS.Ag.l 
.2.3(Y3)^, tl ha5f5®U266AR(SKO-007), GM1500 • GTG-A12(GM1500). UC729-6 
, LICR-L0W-HMy2 (flMy2) , 8226AR/NIP4-1 (NP41) 5 . 

[00 5 8] 

jis a ^ X n - vMjis hi^m^t^ ih^m:^m. nummm ^mm-t^ mmmism 

[0 0 5 9] 

5^ U >#^T"^^# V^HGPRT^^g^5^c® ^ X n - V^fiS m V ^ TSit'^MJBS S: 

d) /N>r:fy K-v(3D>^^'U-->^^ 

^\t.. ^Jk^(Dmm^m.-!k'^m (EIA : Enzyme Immunoassay) , WiMU^^M'^^ 



1 8 
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#2 0 0 2 — 0 8 4 2 8 0 

(RIA : Radio Immiinoassay) , ^3fe^^^#{C J: U ff ^) diUO^'TSS. 
[0 0 6 0] 

CO 0 6 1] 

CO 0 6 2] 

/NrY:^U K-*e0Jiga);a^Mi:LT, Mouse-Mouse hybridoma K8223 (PERM P-i8 

752) ^mm-t&o 

CO 0 6 3] 
CO 0 6 4] 

CO 0 6 5] 

(Mouse-Mouse hybridoma K8223) O ~":^;^^iL^&li^•t*So 



1 9 
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[0 0 6 6] 
[0 0 6 7] 

[0 0 6 8] 

ttrjKh-S/::^&@^:U ^SSfS. r(Z)|/t#:l±t: ^Jffji!|I^JBS^c^±J^#&#;%.:&v^ 

[0 0 6 9] 
[0 0 7 0] 

[0 0 7 1] 



2 0 
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[0 0 7 2] 

3 © H 2 (7) :^^T' ^ 5^ >^ (1) cfc t>V * 7t 7^ (3) fffSBOS 



[0 0 7 3] 

ll2^^©x-ry:/(2)«, :^^»y::^(l) C::^5^^y :/(2)fe j:tJf(3)$:i^yjg"r^ 
't<DmM<J^7s'TV':fim fcfev^TitJi^iirfet hffFm^-^it^y^JfFBi^Jj^ 



2 1 
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Z.(DmMit. ^<D^-oi^^^ ^U—r)]/1^i^(DM,i^MthX. Mouse-Mouse hybr 
idoaa K8216 (PERM P-18751) if^M&'t^'^ J ^ U-^^vmifi^m^^^^ 
[0 0 7 4] 



[0 0 7 5] 
[0 0 7 6] 



2 2 
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4^2 002 — 0 84280 
[0 0 7 7] 

j:oT> ll^e^ffct: ^J§fjiiMJ^<Z)iESJ^fmi:l^-®JfF^i|g$:^LTV^§, t^o 
[0 0 7 8] 

CD AXJffFlli^ S:^^ lc#|Sf S r *<T' ^ S o 

[0 0 7 9] 

-■^/1/*t;#:®— Mouse-Mouse hybridoma K8223 (PERM P-18752) t/^M^'t 
[0 0 8 0]. 

r CDI^ 8 ^^<^)^ ^ D ISfgBH 1 B^fe <fc tJf^ 2 ^^IC^3 V^T 

JfFBijiaiig3&^ e> if^B"^® fc: h B^mm ^r^^-r S ^ ^ S ^ i: # S , 
[0 0 8 1] 
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2002 — 084280 
[0 0 8 2] 

^U—i-JV^ii^ay^Mit. Mouse-Mouse hybridoma K8216 (PERM P-18751) 
[0 0 8 3] 

[0 0 8 4] 

s d <D mm(D^m ^tP^r(Dm tc j: o r ps^ s ti s % o « j& v^, 

[0 0 8 5] 
[||%M] 

1 

(uPA-Tg):B6SJL-TgN (AlblPlau) 144Bri 

(b) Kv;7X (Scid): C. B-17/Icr Scidjcl 

(c) nafamostat mesilate 

(d) retrorsineU' h n;bSx> 
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(e) t: hffFiSJIS 



X (a) mhe Jackson Laboratory, V^r X (b) « H 2^ ^ 1/ T ± U -e 



[0 0 8 6] 

m^mtc^o ^m^Jt^^mm (sog, 2^) vmmt±m^iz^mh. m-mvmw^^ 
2 

2.1 ^^>f^^ffFI«Wvii7X®#ig 

uPA-TgVj/X(hemizygote, +/-)i:SCIDVTi7X (homozygote, +/-) ^^Wti'f'^-^ 
, M*<^?^®S:#OV^7^Tg(+/-)/SCID(+/-)&35.2%CD5S^T?#feo Tg(+/-) 

iUffofeo SCID(+/-)i:SCID(-/-)(DilSfJ«, PCR-RFLP^lCjcyffofe, 

[0 0 8 7] 

^?CJC, #e)tlfcTg(+/-)/SCID(+/-)S:SCID(+/+)i:Mb^iHS-&, Tg(+/-)/SCID 
i+/+)^mr^o -eoDM:^. Tg(+/-) 1*37.9^3^0, SCID(+/+)li52.8%ffi;^Lfe, 
Tg(+/-) /SCID (+/+) ^iB § -^^ a e?J ® Tg(+/-) /SCID (+/+) J: mg(+/+) /SC 
ID(+/+) &#fc„ 

[0 0 8 8] 

[0 0 8 9] 

^^8'-'10H g®Vi^:^®MS:^5 mm-^^b, Qiagen DNeasy Tissue Kit&M 



2 5 
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#2 0 0 2—6 8 4 2 8 0 



^bTbo master mix 25 a 1, primer ¥ Ijul, primer R 1 /tl, Taqman probe 1 
itfcl{CDNAi:m^:?fcS:in^> ^4^:50 /tlKI^lEb, ^fi-i^PCR&tf ofe (ABI770 
0, Sequencer Detector, PE Applied Biosystems) „ V— ^ J:t?Taqman p 

robe^iuPA3t>g^^#A®fe^?)0^^^-^c•^t4^■5t: h^:RjiN;i/^>©n- Klg 

[0 0 9 0] 

primer F : gtcttggctcgctgcaatc (SEQ ID No: 1) 
primer R : cgggagactgaggcaggag (SEQ ID No: 2) 
Taqman probe : ccgcctcctgggttcaagcga (SEQ ID No: 3) 
l^^hnyhU-JVtLX. ^^7. G3PDHS:^^2l"r<&OTO:/^>fT-^j: 
t)f Taqman probe S:MV>fc„ 
[0 0 9 1] 

primer F : ggatgcagggatgatgttc (SEQ ID No: 4) 
primer R: tgcaccaccaactgcttag (SEQ ID No: 5) 
Taqman probe : cagaagactgtggatggccctc (SEQ ID No: 6) 
PCR^#«. 95°Cl?1043*^ffi<D^, 95X3 -e 15#^'I4 ^ 60r; 50-9- -f 

]i\/0^^7. GSPDHrr- Kii2^J®JiiPiiT;ir*T*Mofe*a*f'fiilci;y, /f^ADNAPfJ 

^i0.5^CJev^fS:^it&at-r. «?glf^®^IRBTBl-i:»J, :i®^^lcj;SiE^^l*iJi59 

2.2 uPA-Tg/SCIDv:7X^®t: hJ!f$ffllS©Sfil 

^^14'-'48H g®Tg(+/+)/SCID(+/+)V^7X&ai-7^;i/-^|g^isL/, jg&I^S:^5 m 
iB^^b. JH^^J: y4-8X10'^M/ml®^IS®mi&JiMIKS:10-12.5 (il-f-D (4-10 
XIO^M) tiAbfc^, ihlfilL^o JKl^lCihlfilMe-aminocaproic acid (SIGMA) S: 
0.02 g/ml®aS'^40 Ai-Totg-^b, 0ii^K]^{CMbM^bfco Tgv?:^o 
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Me^:^5'i!l?'^:^^plas'nino8en*>^plasniin/\a)tS'{£'fbS:ill^bfey, fibrin c 

^Wii^fc^^ plasminogen activator^ j;t5plasmin(D#M SrRfilhbltiJfilf^M® 
^§&^S:^*t'Se-aminocaproic acid§:^-^bfeo 

[0 0 9 2] . 

|^3tl35;V%J:e>lC. NmffiSria^-t'Sasialo GMim#:&i^^filu H i:#«iS0 IC]K 

lOitt liSgjfllL, t: hT/I/:^^ >?iiSfeQnantitative ELISA immunoassay (Bethyl 
laboratories Inc.) S:^V^TW^bfea 
[0 0 9 3] 

t; hJH^jfflJiS$:^«bybl9E5®Tg(+/+)/SCIDV'?>?.*im<Z)V'i7XJlilt^ hT 

;i/:/^>;«>^ifinL (SD , ll^v>%©*e, 8 mg/mijg^±{cMb, z.<J>mv^'^7- 
jfil tft r ;i/ :/ ^ > ® 62% Jc^i^ b » 

#;C3^c^i--5S!:#^$:ffiv^T^^^^$:^Tofeilr5, fc: hffF0JiSfCC3<Z)#l§E:»^?!S 

^nW^ 200^4 l&S-^Lfe. «#MBltt2BlCl|SI*^e>^$&bfc- -«tM 

02) o ^(DJ^:^. jfiiffifc bT;i/>^^ >^^S:&^2 mg/mlS:M;ifev!r:^lc«^i 
#:ffiltl^rll «:|JiH, 4 mg/ml $:M;t.i^*7'>;^lcid:#H, 3e>ic6 mg/ml§: 
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g/mlCDll hT/v:/^>&^ffi"e^s<fc"^f-^ofe (01) . 

2.5 If ^ 5 >CfeJ;tJ^SCIDV^7:7.Jlil^f 

JBSSr^ffibfeV'i^XfCiiascorbic acid 2-phosphate^l mg/ml<^)^iM-e^*^ L/fe 
[0 0 9 4] 

^fc, t bJffilJljgS:5i^*lbfeTg(+/+)/SCID^'i7XttTg(+/-)/SCID^'trXJCit'^ 

iilg^ b T v^7Si vMg(+/+) /sciD-^ ^ :^(Di^&mMA^itWt b i: r 5> b 
X ® ^ y?)^ Jim O o 

^)^zfu ffi ic-i^> ^ U > y 5^ y ©-y-^ feT^f ^ U ASt^)- SrJS 

tJfGPHii(Z)^T*^|g«?)^tife (03) „ 
[0 0 9 5] 

H hr;v>^^ >*'5i«^i(55V't7XT'», fflFii^#:}«)^*l^feS:Mb, 1 gPlCTg(+/+)/ 
[0 0 9 6] 
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ICN Pharmaceuticals, Inc, Ohio) Sr^K^SSitfe^, Peroxidase:^^DAKO Envis 
ion"^™ (DAKO CORPORATION, CA)T?gg-fe L:fe:„ -etl-etlCDlltCO V^T, "W^iMa 
fe^ycocytokeratin B/iaiSS^&CDM-^SrlSCffiUfe (^4, 5) . 
^ >:$>^*3&^#VNVt7X-eii, cytokeratin 8/18|SffiJifaMcZ)®a®tI-&A^«*^ 

2.7 V-f ^n!/-i^{C^ltSP45O4)'^S®0# 

'T'J'::^*^G>M3tbfe"r-f ^7 n )/-4^m^iz^V}^P450^^m(D^m^. P450CD 

ti h#Mfi«rJ&^^S-e&<5CYP2C9®^3^j5)^|gi?)e>tlfc (Ef6) „ 

m80%) tin hffFMlCj:^ d&iS?)e,tlTV%fc, 
[0 0 9 7] 

FACS§:MV^TFITCm^^C^/SLit$HJig&^ilbfe„ -e®^^, H h 
firm® Mlty?)WolJ>^± a: ^ o o 

: =Sr;^9V^>^A^6,#i6L/fcli hfffMJ^^uPA-Tg/SCIDV^J^^iOS^ 

^]^M2T'#ilb^JIPm$:. ^JgMl ailS#{CbTSrj(©uPA-Tg(+/+)/SCIDV 
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mm^titc (07) „ 

tiPA-Tg(+/-) /SCID^ ^XIS^ tJfuPA-Tg(+/+) /SGld^ ^7 >l {C, retrorsine$:30* 
fc»60 mg/kg^J®fig{^ig#Lfco uPA-Tg(+/-)/SCIDViir::^{CSlt-g>ttP 
A# Am^^-® ^^3^ (uPA-Tg (+/-) ) C J: S iES'fbJff ^jggCO n n - - jb^M^I? L 
(®8) , 

[0 0 9 8] 

I''* t?, retrorsineS:60 mg/kg^m^l^M-^ h feuPA-Tg(+/-) /SGIDT "^7 >i j; 
WA-Tg(+/+)/SCID^'^X{C|liiMl illll^tCLTfc: hJffM^^ffib. =^^^ 
•T^/J^^Sr^^bfco -ecD^rm. uPA-Tg(+/-)/SCIDvC?>^S:l/i/trai> 
^V'^XlCfeV%T%, uPA-Tg(+/+)/SCID"7^7:;^©jf5CD^:5l9V'^>;i:H@SlCJfil 

jgit L tc ^^-e, *T :^ jmpjffljBS® FasMM icM/;& b r v >^ jff iDJiigcD t h - 2/ 
^j^sr^iii-si^v^^xFasiitfif; (0.2 mg/g b.w.) ^immmm-v2m^^P^n-^i^ 

[0 0 9 9] 
[0 10 0] 

1. n hfiflBllS©^^ 

t^i&mmMm (50g. 2:$» •eciDifcMW:S'S:4^Ji&i^jfil^. t hjfii^, EGF, 
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~n^>r^ F, tS-ffi^^Mt^^^ ^CSr^iUbfeDulbecco's modified Eagle's 
medium (DMEM) S:MV\ V-f hV>r i/^C^SL/ Swiss 3T3$IHJiSiim#^«U 

fc. Swiss 3T3«fflflS«iOH#ic^inbfeo :^#7H@^i:yii hffpilirjigonn-- 

L*^af^T'^^*^ofc (010) „ %oi:%l^v^^i5a|g$:^b7^d^^ (12::J') ©JffF 
MJiSS:mMi:bTMv^fc (011) » . 

2. m^<Di^m 

lt^o htcifjibfe^iiijia (mxio'^M) S:, PBS oj^mmm^m 

BS$&lmllCJiMbfc. ^tlS:63it^(3DBalb/cvi;7>5.(Dj^]^p^lCta#Ufc. Se>{C20 

3. MlgjH'^ 

2|irOD:^S!.3K^, *it#:#r<D_h#jQ««te)tlfcfc«)> Sm^Oi^m (boost) (Z)72^imm 
, lH®^5!Si&igJ<fc»;PaiS:iSlffi, Wili«BJia5:$g^bfc, :i(Dmmmmt'r^:^ 
^3iU-^mM (MBi&NS-l) S:$ffljl^il!ft-^b, 96-well plate{C372 well»@, 

mj^i^u-n^^ (ELisA. mmm^) : 

M^iijg^TcD^^iCcfcyniibfco mmti^xm^^fcLM-mmtiQe-weii piatejc 
ffiSb, i^ii^PBS'^sfe?^, ie^iS'&-8ox:-e##bTSv%fc%(5oic, mm±m^ 

O»R^Sc^¥*^tt0.149 (SD: 0.099) T?, 30 t»lg^3^6M0.20JlsJ^_b (81-9->:/;P 
, »&20%) <D'9-y':fJV%:m^t:L-^o *fcBm^CfeV^T> ®)fe|i0.15Jgi^±-^%^ 
'fej&^CilgSfifc^i:*^?). o.i5~o.20®iJ->>'';K46'th>:^;i/)tcov>Ttt, ^ligg 
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5 . 2r^x u - - > ^ (ELisA> mmmi^) 

[0 10 1] 

mmK-is\,^xf^mm<DBmmmi)^m^^m^-9-y^}v (no. 23) (^2) k-d 

V^T, ^mU^(Dm-MSkmmz-iB\i:^M.}^^^^. FACS (Fluorescence activated 
cell sorting) S:MV^T«P«f L/fe„ ^AIH^ (46:}'^ jims:^') OBBfJ^^n 

30^^ab> ?>ClCFITCSiftbfeMV'>>^IgG*t^S:37'C. 30i^^g|-r<S 3 

jccky, Fkcsx(D^m^^mizhr^. ^<DmM. BfmmMm<D-m (1-2%) © 
mm^^^(D-^yzfjvizRmhr=. , ^zi^?, rtie><3DJiSHjBa^a$:R2, ^s. 
j^<DmmMm^^st.Lx^^L^ mmi^^o ^f:L^Mm(Dmms^%mmizmmh 

^$^i;fe*^ofe;&^. No. 23lCM/SL/feR2Mi^K:feVNT, #< ®ztn--;5>^li|g$ 
tlfe (014) , mf^;^#t hJff$IBJia^®;R|;SttS:FACSK:J:*J^'^fei:i5 

, *!r80%(Z)«|HJ}S*«^«-efeofe (015) „ -r^t)-^, ifif^^^t: hJifMoe)** 

tifc. Z.<DZ,tti^ir,^ No. 23tctt. a n ~~ $:?^^-r<50iB§S:#M6<rtc^^-t-S 
/^-r":/U K-v:^)^■^*tlTv^s•5rtg•ffi:;b^atl^Stl:fe:o No.23•^^>^;l/J^>^^^ n- 

5:FACS$:MVNT«?^tfe<. -^©M:^. mm(DBLm^^m'r ^ u-ym^ u-y 
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'btlfeo ^tl^CDtf l^U — y (Mouse-Mouse hybridoma K8223) 5:2002 
nVtc (^|^#-^FERM P-18752) „ 

6. ^u~i-;]ymi^(Dfp^ 
ttflBODA-f K-v (K8223«) MflS^r^^t* S ^ i: jc J: o T, ^^K. v 

©e) ■bELISA^c^v^TlS•I^^?s>ofe88■!^>>^;l/>^)^^tl hjffM^fcisii-sil^^ 

bfeo mAH'IS (46:^'or 68:$') 0Bmt)^^::i^^-±—^m^. ©ji^^OlCj:^ 

xfecfctJ^^^y hflTmjci*;Ki^b^cVN/N-i'>^y F-'T (^^n-n>^|ff) 
>>^;i/M^b;t. dtiJ: y#6>n7t^>^ e^n-XDA-r >^y K-v^«J:^t> 2 
^'D->%H^®MjS'ISS:atbfe (015) . ^^bfeA>f >^y K-v^HJi^tT* 

(Dmmm^xiti^ hBm.m<D^mmmtLm.t>n^mmmt. y. ^©^-fetsic^ 

;i/*lt#:&J^^t-'5/N-r^y K-V*^#e>tlfco ClCDA>f y K-*TK8216^*«:200 

2^3.^ 6 H #T'M5S:^f AMm^^SS^^WSfgm^ff ^^Wft -fe .> - {C#ff ^ 
lEb^fc (^I6##FERM P-18751) c 
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[0 10 2] 

3®K82i6i$^% hmmm s t. mm<D:&m'^. =^j^u -^j]ymi^^mr:io 

CO 1 0 3] 

CO 1 0 4] 
CSB^J^] 
SEQUENCE LISTING 



Hiroshima Industrial Technology Organization 

<120> A method for proliferating human hepatocytes and a- method for 
obtaining human hepatocytes 

<130> NP02088 

<160> 6 

<210> 1 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 



<110> Japan Science and Technology Corporation and 
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<400> 1 



gtcttggctc gctgcaatc 



<210> 2 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 



<210> 3 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 



<400> 2 



cgggagactg aggcaggag 



19 



<400> 3 



ccgcctcctg ggttcaagcg a 
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<210> 4 
<211> 19 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 



<210> 5 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 



<400> 4 



ggatgcaggg atgatgttc 



<400> 5 



tgcaccacca actgcttag 



<210> 6 



<211> 22 



<212> DNA 



<213> Artificial Sequence 
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<220> 

<22S> Description of Artificial Sequence: Synthesized oligonucleotide 
<400> 6 

cagaagactg tggatggccc tc 22 
[01] 

[03] 
[05] 

t: h#M'9--f h^^^>8/18^#lC<fcS:ft3@E^#®a^::;^lll-t?^S„ 
[0 6] 

[07] 

o 

[08] 

iiPA (+/+) /SCIDV 1^ X^a)Retrorsineig^(Z)^:§| ^ h t:i^l^^^V th -5 . 
[09] 

n hJiTaJBa^:)i9*7'j7:^{c^V'i7:^Fasift^S:^#b:fe*7'i;:^jlittf»(©ii bT;i/ 
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[010] 
[^12] 

(No. 23) CD, t ^ffFMM^c;fe^^§M^&ffiS:m^*l:f♦:^^^ci:»; 

[013] 
[0 1 4] 

M-^i?->>^;i/ (No. 23) iz^ji^htcmm^m (r2) iiTK^spsoMiamH (R3) 

[015] 

il-^iJ-^:;^;!/ (No. 23) (D. mf^mm^ hffM^®Cfei"j--S;K/t^ffi^FACS{C 
[016] 

yN>f:/i;K-"7 (K8216) ®, ^m^^oi^v. ^^77.^ '^vv^mm^m\z 
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SfBOMA B C D E F G 

v-^J^l 3 




Vl>>^2 3 




41% 



2 
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[@5] 




'•100 nm 




[136] 



89 0 s 11 7i(bhmnomi9«} 

n 19 21 22 23 



50kD : , - 



afpac9 



3 
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1000000 



A 

/// 



m 

K 

1^ 




I I 

40 50 60 70 



80 



uPA (+/.>sc]D s-^ 0 m 



Retrorsine 



Retrorsine 
30 mg/kg b. 




Retrorsine 
60 mg/kg b.w. 
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[01 1] 




miv^m (3isi) 




Bar, 100nm 



6 



tiiiE4t 2003-3031281 



4^2 002 — 084280 



[012] 

/^-r >^'; F— '^J^*±^ (K8223) 



K8223 idiifii^tiiL 




pp : rm^ 

Bar, 50 (im 



7 aiil#2 0 0 3 - 3 0 3 1 2 8 ] 
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[013] 



mmmmi^ (rd 




ssc ssc 



8 
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0 8 4 2 8 0 



IS 



[014] 



\>'-^-^m±m N0.23 
mub mmm (49:^) 



R2il^ 



R3 li^ 




Bar, 1 00 (xm 



9 miE#'2 0 0 3- 



3 0 3 12 8 1 



200 2—084280 



1 5] 

tsmtihKim ciz:t, IS A. i»taft s) 



No.23(lgG) 





""irf* 10* 10? Mr* 10^ 




a;2 



Betfon BwitB %Gated 
m 75 0.75 
R2 9415 94.15 



Beaton Enenls %Oaied 
ni 694 &94 
R2 7921 7&21 



mi 6] 




NaK8216-2 




mP 10' tr to* 10^ 

8SC 
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mm] 
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m m A. m m m m 



^jS(f## C396020800] 
1. W^M^MB 1998^ 2^240 

^ m ^^i^;riPT^2^BT4TS l#8-t 



1 
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m M A M 



i8Sff#-& [596063056] 

1. ^m^MB 199 6^ 3^29H 

m Jt£.^mjCS^T^cj3K^HIffr3TB7-4 7 

2. -mM^MB 2 0 0 2^ 6^ 7H 

ft m • j£J^J^JE£^rttfiS^KBT3Tg7-4 7 



2 
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